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Introduction
Nanomaterials exhibit distinctive physicochemical properties, which lead to their unique functions and wide varieties of potential applications. [1] [2] [3] [4] [5] For example, their tiny sizes enable them to penetrate into living organisms. Their large surface areas permit effective surface * To whom correspondence should be addressed: xhxu@odu.edu; www.odu.edu/sci/xu/xu.htm; Tel/fax: (757) 683-5698.
The On-Line Supporting Information (SI) Includes: Three Real-Time Videos: Videos S1-3: Real-time tracking of diffusion of individual Ag NPs into/in zebrafish embryos: (A) near or in chorion pore channels (CPCs) of chorionic layers (CL), (B) in the chorionic space (CS), and (C) in inner mass of the embryo (IME), respectively. See Fig. 2 in main text. modification with desired molecules for sensing and carrying huge payload of therapeutic agents for effective treatments. However, their large surface areas lead to unusually high reactivity, which potentially enables them to interact with vital biomolecules (e.g., proteins and nuclei acids) and affect their functions, and causes adverse effects on living organisms. Such concerns have inspired a wide variety of studies on nanotoxicity. [6] [7] [8] [9] [10] Unlike any conventional chemicals, nanomaterials are highly heterogeneous, and none of individual NPs has the identical physicochemical properties (e.g., size, shapes, surface areas, optical properties). Furthermore, nanomaterials are highly dynamic systems. They can alter over time and behavior extraordinarily different upon their surrounding environments (e.g., medium). Thus, each NP is virtually distinctive, and its physicochemical properties and its effects on living organisms can alter over time. These unique properties make conventional ensemble measurements and assays that have been widely used in toxicology studies unsuited for characterization of nanotoxicity.
Unfortunately, conventional ensemble toxicology methods and assays are currently widely used in nanotoxicity studies. [10] [11] [12] [13] [14] [15] [16] [17] They are unable to characterize doses and physicochemical properties of nanomaterials in vivo in situ in real time at single NP resolution with meaningful spatial and temporal resolutions. Majority of studies treated nanomaterials as conventional chemicals and used unpurified, unstable or functionalized nanomaterials, and did not consider their distinctive dynamic physicochemical properties, and potential effects of residual chemicals involved in nanomaterial preparation, [11] [12] [13] [14] [15] leading to inconclusive and controversial results. Typically, nanomaterials were injected into living organisms, which are highly invasive and their transport pathways into living organisms cannot be determined. [18] [19] Therefore, despite extensive studies, their potential effects on living organisms remain essentially unknown. Ag NPs exhibit a wide variety of potential applications and have served as therapeutic agents, ultrasensitive optical imaging probes, and catalysis. [20] [21] [22] Ag NPs have also been increasingly used in consumer products (e.g., socks, home appliances, water treatment, and disinfection). [23] [24] Potential release of nanomaterials into aquatic environments would lead to a direct impact on human health, due in part to human consumption of fish and their ability to bioconcentrate trace contaminants from environment, and our inability of effectively removing nanomaterials from drinking water. Thus, it is crucial to study their potential nanotoxicity and environment impacts.
Zebrafish (Danio rerio) embryos can serve as an important aquatic model organism to monitor ecosystems (e.g., rivers, ocean). They have distinctive advantageous over other in vivo model organisms (e.g., mouse, rat, human). [25] [26] [27] For instance, their early embryonic development is completed rapidly (within 120 h) with well-defined developmental stages. The embryos are transparent, which enables real-time study of transport and effects of NPs on embryonic development, and direct imaging of pathological and mal-development phenotypes in vivo. 9, [28] [29] Notably, zebrafish possesses similar genetic phenotypes and drug binding sites to those in human, and has been used as in vivo model organisms for screening of efficacies of therapeutic agents and toxicities of conventional chemicals. [30] [31] Furthermore, massive amount of zebrafish embryos can be generated rapidly at very low cost, permitting them to serve as an inexpensive in vivo assay to screen biocompatibility, pharmacological efficacy, and toxicity of nanomaterials. 9, [28] [29] However, zebrafish embryos have not yet been widely used as standard in vivo assays (model organisms) for screening of biocompatibility and toxicity of nanomaterials, even though several recent reports describe the study of nanotoxicity in zebrafish embryos. [9] [10] [16] [17] 28 Unlike our previous studies, 9, 28 other studies used ensemble measurements, used unpurified Ag NPs, and did not characterize physicochemical properties of individual NPs in vivo in situ in real time. 10, [16] [17] As described above, physicochemical properties of individual Ag NPs are not identical and they can alter over course of their incubation with living organisms (e.g., zebrafish embryos). Thus, it is insufficient for one to characterize physicochemical properties of NPs at the initial point of the experiment. It is essential to use new detection means to monitor and characterize sizes of individual NPs in vivo in situ in real time, in order to meaningfully characterize dose and size dependent nanotoxicity.
Noble metal nanoparticles (e.g., Ag NPs) exhibit distinctive plasmonic optical properties, which depend upon their sizes, shapes, dielectric constants, and surrounding environments. [32] [33] [34] [35] [36] Thus, localized surface plasmonic (LSPR) spectra of single Ag NPs can be used to determine sizes, shapes, surface properties, and surrounding environments of single Ag NPs. High quantum yields (QYs) of Rayleigh scattering of individual Ag NPs enable them to be imaged using dark-field optical microscopy and spectroscopy (DFOMS) with a halogen lamp, 9, 21, 29, [36] [37] [38] [39] [40] [41] which effectively avoids auto-fluorescence of living organisms and enables detection of single Ag NPs and single molecules in single living organisms. 9, 21, 37 Unlike fluorescence molecules or quantum dots (QDs), single Ag NPs resist photobleaching and photoblinking. Thus, they can be imaged and characterized in single live cells and embryos for any desired period of time. 9, 21, [37] [38] 40 These distinctive optical properties enable us to use LSPR spectra of single Ag NPs as a powerful analytical tool to detect and characterize their sizes, shapes and surface properties at nanometer (nm) scale in situ in real time. We have developed DFOMS and demonstrated that we can image, monitor and characterize sizes, shapes, surface properties, and stability (non-aggregation) of single Ag NPs in solutions, single live cells, and single zebrafish embryos in real time. 9, 21, 29, 36, [40] [41] Unlike any other imaging tools, such as transmission electronic microscopy (TEM) or scanning probe microscopy (e.g., atomic force microscopy, AFM), DFOMS is an optical imaging means, which offers high temporal resolution and throughput to trace, quantify and locate multiple individual NPs in vivo in real time simultaneously. In contrast, TEM must be operated under vacuum. Thus, TEM is unsuited to image living organisms in real time. AFM cannot image single NPs inside living organisms, cannot provide sufficient speed to track the transport of single NPs, and cannot offer sufficient throughput to quantitatively characterize multiple single NPs simultaneously. Thus, AFM cannot determine the doses of individual NPs with meaningful spatial and temporal resolutions in vivo for better understanding of nanotoxicity
In our previous studies, we have characterized transport and effects of smaller Ag NPs (11.6±3.5 nm) and Au NPs (11.6±0.9 nm) on embryonic development and determined dependence of nanotoxicity upon chemical compositions of the NPs at single NP resolution in real time. 9, [28] [29] In this study, we used the exactly same approaches to investigate the transport and effects of stable (non-aggregated) and purified medium-sized Ag NPs (41.6±9.1 nm) on embryonic development, aiming to compare and better understand size-dependent transport and toxicity of Ag NPs. We have prepared the purified and stable (non-aggregated) Ag NPs that maintain their physicochemical properties over the duration of their incubation with zebrafish embryos (120 h). We further developed our imaging tools to quantitatively characterize single Ag NPs embedded in tissues of zebrafish, which was not achieved previously. Our DFMOS equipped with multi-spectral imaging system (MSIS) can characterize sizes and surface properties of multiple single Ag NPs simultaneously over their incubation with zebrafish embryos (120 h). With these distinguished approaches, this study offers new insights into effects of the medium-sized Ag NPs (41.6±9.1 nm) on embryonic development. For instance: (i) how the individual Ag NPs are transported into embryos; (ii) whether the Ag NPs stays inside the embryos throughout their entire development (120 h), and whether they remain stable; (iii) dependence of their nanotoxicity on number and sizes of single NPs embedded in the tissues of normal and deformed developed zebrafish.
It is worth noting that, different sizes of Ag NPs are not identical physicochemically. For instance, Ag NPs with diameters of (41.6±9.1 nm) differ from the Ag NPs with diameters of (11.6±0.9 nm). Thus, one cannot extrapolate the results from our previous study of transport and nanotoxicity of the small Ag NPs (11.6±0.9 nm) for the large Ag NPs (41.6±9.1 nm). In order to effectively determine and compare size-dependent biocompatibility and toxicity of Ag NPs, it is essential to study different sizes of the Ag NPs using the exactly same approaches and conditions. Otherwise, one would never know whether nanotoxicity is sizedependent. Study of nanotoxicity is still in its infancy. Thus, reliable and validated measurements are absolutely essential in order to gather sufficient and high quality data for better understanding of potential nanotoxicity and their related underlying mechanisms.
Materials and Methods

Synthesis and Characterization of Stable and Purified Ag NPs (41.6±9.1 nm in diameters)
The Ag NPs (41.6±9.1 nm in diameter) were synthesized as we descried previously. 36, 42 Briefly, sodium citrate (10 mL, 34 mM) was quickly added into a refluxing (100°C) AgNO 3 aqueous solution (500 mL, 1.1 mM) under stirring. The mixture was refluxed and stirred for 45 min, as the solution color turned from colorless to straw yellow, then opaque and finally muddy yellow. The heating was stopped and the solution was cooled gradually to room temperature under stirring. The NP solution was filtered using 0.22-μm filters. All chemicals, except those indicated, were purchased from Sigma and used as received.
The NPs were immediately washed three times with nanopure deionized (DI) water (18 MΩ, Barnstead) using centrifugation (Beckman, JA-14) to remove any residual chemicals involved in NP synthesis (e.g., sodium citrate, silver nitrate, and related by-products). The washed NPs were resuspended in DI water and then egg water (1.0 mM NaCl), and characterized in real time for 120 h (duration of experiments needed for embryos to develop to full larvae) using UV-vis spectroscopy, dynamic light scattering (DLS) and DFOMS ( Figure 1 ). The purified and stable NPs were used for probing of their diffusion into embryos over hours and for study of their effects on embryonic development for 120 hpf.
Sizes of Ag NPs were characterized using high-resolution TEM (FEI Tecnai G2 F30 FEG) and DLS (Nicomp 380ZLS particle sizing system). LSPR spectra and images of single Ag NPs in egg water, zebrafish embryos and tissues were acquired using DFOMS. We had fully described our DFOMS previously. 9, 21, 28, [39] [40] [41] 43 In this study, the dark-field microscope is equipped with a dark-field condenser (oil, 1.43-1.20), a microscope illuminator (Halogen lamp, 100 W), a 100x objective (Plan fluor 100x, N.A. 0.5-1.3, iris, oil), and CCD camera (Micromax) coupled with a SpectraPro-150 (Roper Scientific) or MSIS (N-MSI-VIS-FLEX, CRi, Hopkiton, MA). The MSIS is an integrated system of a CCD camera (SonyICX 285) and liquid-crystal-tunable-filter (LCTF) [44] [45] [46] [47] for acquiring dark-field optical images and LSPR spectra of massive amount of single Ag NPs with spectral resolution of 1 nm simultaneously to enable high-throughput analysis of single NPs. [45] [46] [47] Conventional spectrograph can only acquire LSPR spectrum of single NPs one at a time. In contrast, the DFOMS-MSIS (DFOMS equipped with MSIS) can acquire LSPR spectrum and image of every NP in a NP population (or array) as large as the pixel array (512×512) of CCD camera simultaneously at millisecond temporal and nm spatial resolutions to achieve highthroughput analysis of single NPs. [45] [46] [47] We characterized the potential release of Ag + from the NPs by measuring Ag + concentrations in the supernatant of the NPs using atomic absorption spectroscopy (AAS, Hitachi, Z-1800) as the NPs were incubated with embryos in egg water for 120 h. The supernatants were collected from the NP solution via centrifugation. We also determined the potential degradation of Ag NPs in egg water and embryos for 120 h by measuring LSPR spectra of single Ag NPs in egg water, embryos and fully developed zebrafish using DFOMS-MSIS.
Breeding of Zebrafish Embryos
Wild-type adult zebrafish (Aquatic Ecosystems) were housed in a stand-alone system (Aquatic Habitats), and they were maintained and bred, as we described previously. 9, [28] [29] Briefly, two pairs of mature zebrafish were placed into a clean 10-gallon breeding tank. A light (14 h)-dark (10 h) cycle was used to trigger the breed and fertilization of embryos. The cleavage-stage embryos were collected and transferred into a Petri dish containing egg water. They were well rinsed with egg water to remove any possible debris prior to imaging and characterization.
Real-time Tracking of Diffusion of Single Ag NPs into/in Embryos
The cleavage-stage embryos with egg water were then incubated with the purified NPs (0.2 nM) in a self-made microchannel, as we described previously. 9, [28] [29] 48 Diffusion of single NPs into and inside the embryos was imaged in real time using DFOMS (Figures 2-4) . Distinctive plasmonic optical properties (colors) of single NPs enable them to be distinguished from embryonic debris and zebrafish tissues, which appear white under darkfield illumination. LSPR spectra of single NPs were acquired by DFOMS-MSIS to determine their sizes using optical nano rulers (Figure 3 ), as we described previously. 36, 42 
Study of Dose-Dependent Biocompatibility and Toxicity of Ag NPs and Control Experiments
The cleavage-stage embryos in egg water were incubated with a dilution series of Ag NPs Four embryos with a given concentration of the NPs or each supernatant were present in each well. Three replicates (e.g., two additional sets of four embryos in each given concentration in each well) were performed simultaneously. Thus, the 12 embryos in three wells for each concentration and control were studied for each run of the experiment. Embryos in egg water alone and in supernatant were placed in two rows of the 24-well plates, which served as blank control experiments. The microwell plates were incubated in water bath at 28.6°C under dark for 120 h. The developing embryos in the plates were imaged at 0, 10, 24, 48, 72, 96, and 120 hpf using an inverted microscope (Zeiss Axiovert) equipped with a CCD camera (CoolSnap, Roper Scientific). Note that each experiment was carried out at least three times and a total number of 36 embryos (9 replicates of 4 embryos for each concentration) were studied for each NP concentration and each control experiment to gain representative statistics (Figures 5-6 ).
The supernatant from the third wash of NPs with DI water was collected and analyzed using AAS (Hitachi, Z-8100) to determine the trace amount of Ag + . The supernatant was incubated with the embryos for 120 h to determine the potential effects of residual chemicals involved in NP synthesis. The experiment serves as control to determine that the observed dose-dependent nanotoxicity is attributed to the NPs, but not other chemicals. The washed NPs were suspended in egg water and embryos for at least 120 h. The supernatant was then collected using centrifugation and analyzed using the AAS to determine the trace amount of Ag + due to potential releasing of Ag + from the NPs or their degradation.
Quantitative Characterization of Single Ag NPs Embedded in Individual Zebrafish
We characterized individual Ag NPs embedded in the tissues of zebrafish as described in the following. The cleavage-stage embryos were chronically (continuously) incubated with given concentrations of the NPs for 120 hpf and became normal and deformed zebrafish. The zebrafish were thoroughly rinsed with DI water to remove any possible external NPs and then fixed using Microm STP-120 Spin Tissue Processor (Thermo Fisher Scientific), as we described previously. 28 Their ultrathin-layer microsections (1-2 μm thickness) were carefully prepared using microtome (HM360 rotary microtome, Thermo Fisher Scientific). Individual NPs embedded in the tissues of interest were directly characterized using DFOMS-MSIS (Figures 7-9) . A minimum of three slices of the tissues from each given organ (e.g., eye, brain, cardic, and tail) of each normal and deformed zebrafish was analyzed for each measurement. A minimum of 15 representative normal and deformed zebrafish were characterized.
Data Analysis and Statistics
A minimum of 100 of single Ag NPs was imaged and characterized for each measurement of their sizes and stability in egg water using HRTEM and DFOMS. A minimum of 300 NPs in total was studied for each sample via three replicate measurements. For real-time imaging of diffusion of single NPs into and in embryos over time, a minimum of 15 embryos was studied for each given concentration with 5 embryos for each measurement. For study of dose-dependent effects of NPs on embryonic development, a total number of 36 embryos from 9 independent replicates with a minimum of four embryos per measurement were studied for each NP concentration and each control experiment.
Percentages of embryos that developed to normal and deformed zebrafish or became dead versus molar concentration of the NPs and supernatants (control), from each three replicate measurements are averaged and presented with standard deviations (error bars) of each measurement (12-20 embryos each) ( Figures 5, 6 ). We used conventional statistical methods (both t-test and ANOVA) to analyze these data, and found significant differences of dose-dependent nanotoxicity (number of embryos developed to normal and deformed zebrafish or became dead, as they were treated by 0-0.2 nM Ag NPs for 120 h) with a confidence level of 90% (or P = 0.10) for t-test and 95% (or P = 0.05) for ANOVA. All embryos became dead after their exposure to higher concentration (≥ 0.2 nM) of the NPs.
Notably, study of embryos at single embryo level and characterization of nanotoxicity at single NP resolution enable us to depict the rare event of interest, which otherwise would be buried under ensemble measurements. Thus, conventional statistical analysis is irrelevant in this study. Representative and distinctive observations, especially rare deformed zebrafish, were summarized in Table 1 .
Results and Discussion
Synthesis and Characterization of Stable and Purified Ag NPs (41.6±9.1 nm)
We produced highly purified Ag NPs by thoroughly washing Ag NPs with DI water to remove potential residual chemicals involved in NP synthesis via centrifugation, as described in Methods. 36, 42 The NPs were then suspended in egg water (1.0 mM NaCl, embryonic medium) and characterized over 120 h to study their stability and their effects on embryonic development, as presented below.
HRTEM images of single Ag NPs and histogram of their size distribution ( Figure 1A and B) show nearly spherical shaped NPs with average diameters of 41.6±9.1 nm. Sum of percentages of all sized NPs is 100% with diameters of 30-52 nm at 97% and three rare larger NPs of 66, 69 and 72 nm at 1% each. Notably, we did not observe any Ag NPs with diameters between 53-65 nm. The average diameters of Ag NPs (41.6±9.1 nm) are presented as the mean of diameters of at least 300 NPs with standard deviations. The mean is equal to the sum of the product of the percent of a given size of NPs and its diameter.
Dark-field optical images of single Ag NPs suspended in egg water ( Figure 1C) show that majority of NPs display plasmonic green with some being blue and very few red. LSPR spectra of representative single NPs ( Figure 1D ) show their peak wavelengths (λ max ) with full-width-of-half-maximum (FWHM), λ max (FWHM), at 458 (83), 471 (75), 543 (84), and 594 (90) nm. Using the approaches as we reported previously, 36 we can determine the sizes of single Ag NPs using their LSPR spectra, by correlating the distribution (%) of their LSPR spectra measured by DFOMS with their diameters determined by HRTEM. The results in Figure 1D agree well with those reported in our previous calibration studies, 36 which shows that Ag NPs with diameters of 40-55 nm exhibit λ max of LSPR spectra of 480-550 nm (plasmonic green), while NPs smaller than 40 nm and larger than 66 nm display λ max of LSPR spectra shorter than 480 nm (plasmonic blue) and longer than 550 nm (yellow or red), respectively.
Note that LSPR spectra of single NPs highly depend upon their sizes, shapes and surrounding environments (e.g., medium). [32] [33] [34] 36, 49 Thus, correlation of their sizes with their LSPR spectra must be calibrated for each NP solution. In other words, correlation of their sizes with their LSPR spectra can change when their shapers and/or surrounding environments alter. For instance, none of the NPs has exactly identical shapes. The same sized NPs with slightly different morphologies (shapes) at the atomic scale exhibit distinctive LSPR spectra. Furthermore, the same NPs show distinguished LSPR spectra as they are present in different medium (e.g., DI water, egg water, cell culture medium, living organisms, or various parts of living organisms). Thus, similar sized NPs display different plasmonic colors (LSPR spectra) in different solutions and environments. 9, [20] [21] [28] [29] 36, [40] [41] The stability (non-aggregation) of the purified NPs in egg water was characterized over the duration of the entire embryonic development (120 hpf) both at single-NP resolution using DFOMS, and ensemble measurements using UV-vis absorption spectroscopy and DLS. The number of NPs dispersed in egg water ( Figure 1E ) as measured by DFOMS remains essentially unchanged at ~(133 ± 3) NPs per image over 120 h, indicating that NPs are stable (non-aggregated) in egg water. If the Ag NPs were aggregated, we would have observed the number of NPs decreased over time, and the red-shift of their LSPR spectra. If the NPs were degraded (broken apart or dissolved), we would have observed the blue-shift of their LSPR spectra due to the decrease of their sizes. 46 We can detect the altercation of single molecules on the surface of single Ag NPs using the shift of their LSPR spectra, as we demonstrated previously. [37] [38] [46] [47] Absorbance of UV-vis spectra of the NPs in egg water ( Figure 1F ) shows that their peak absorbance of 0.87 at the wavelength of 422 nm (FWHM of 100 nm) remains unchanged for 120 h. Note that the highest concentration of the NPs (0.7 nM) used to treat embryos were incubated with egg water over 120 h. The UV-vis spectra of the NPs (diluted 10x to 0.07 nM to avoid saturation of the spectrometer and enable the absorbance measurement below 1.0) were measured over time. If the NPs were aggregated in egg water, their sizes would increase, which would have caused the red-shift of the spectra and decrease of the absorbance.
Size distributions of the NPs measured by DLS show that their average diameters remain essentially unchanged at 45.5±9.8 nm for 120 h. Note that the NPs in egg water are solvated (associated with water), which leads to larger diameters than those measured in dry by HRTEM ( Figure 1A, B) . Taken together, these results (Figure 1 ) demonstrate that the NPs are stable (non-aggregated) in egg water over the entire duration of embryonic development (120 h).
It is worth noting that one must use purified and stable NPs in order to study their size and dose dependent effects on living organisms. The unpurified Ag NPs contain trace amounts of chemicals (e.g., AgNO 3 , sodium citrate, etc) involved in NP synthesis. These chemicals, instead of the NPs, can potentially cause toxicity. Furthermore, unstable Ag NPs in the medium (e.g., egg water) alter their sizes and concentrations over time, due to aggregation, making the study of size and dose dependent nanotoxicity unreliable. Thus, we take great care to first prepare the purified and stable Ag NPs, and then characterize their size and dose dependent nanotoxicity.
Analysis and Characterization of Molar Concentrations of the Ag NPs in Solutions
We used molar concentrations of the NPs to describe transport and dose-dependent nanotoxicity in this study and all our previous studies. 9, [28] [29] Molar concentrations of single Ag NPs (but not atoms or ions) were calculated by dividing moles of Ag NPs with total solution volume, and characterized as we described previously. 9, 28, 43 Based upon the reaction stoichiometry, we used excess amount of reducing agent (sodium citrate) to completely reduce Ag + cation to Ag. The analysis of the supernatant of reaction solution by AAS shows that less than 0.04 ppm of Ag + was present in the solution, indicating nearly complete reduction of 1.1 mM Ag + . Thus, the weight of Ag (W Ag ) generated by the complete reduction of AgNO 3 was calculated by multiplying the moles of added AgNO 3 (weight of added AgNO 3 divided by molecular weight of AgNO 3 ) with the atomic weight of Ag (107.87 g/mol). The volume of generated Ag (V Ag ) was calculated by dividing W Ag with the density of Ag (d = 10.5 g/cm 3 ), as V Ag = W Ag /d. The number of the Ag NPs, diameter (Dia) = 41.6±9.1 nm, was computed by dividing the volume of generated Ag (V Ag ) with the volume of one NP (πDia 3 /6). The moles of Ag NPs were then determined by dividing the number of Ag NPs with Avogadro's constant (6.02×10 23 ). Finally, the molar concentrations of Ag NPs were calculated by dividing the moles of Ag NPs with the solution volume. The molar concentration for the unwashed NPs in 510 mL is 0.48 nM.
We measured UV-vis absorption spectra of a series of unwashed Ag NP solutions, determined the baseline-subtracted peak absorbance, and plotted the subtracted absorbance The NPs were spun down using centrifugation to remove the by-products of the reaction and any excess of chemicals in solution, as described above. The NPs in the pellets were well resuspended in nanopure DI water, to produce the first-time washed NP solution. We measured UV-vis absorption spectrum of the first-time washed NP solution, showing that the λ max of spectrum remained unchanged at 422 nm. The result indicated that the size of Ag NPs remained unchanged during the centrifugation, which was confirmed by HRTEM and DLS. Thus, we used extinction coefficient of unwashed Ag NPs to calculate the concentration of the washed NPs. We further measured the UV-vis absorption spectra of a series of the first-time washed Ag NP solutions, and used the same approaches described above to determine molar absorptivity of the first-washed Ag NP solution. Using the same approach, we prepared and characterized the second and third washed Ag NPs. The results showed that λ max of spectrum at 422 nm remained unchanged with the molar absorptivity of the third-washed NP solution of (1.37±0.05)×10 10 M −1 cm −1 . The result indicated their sizes remained unchanged, as characterized by TEM and DLS We imaged and determined trace amount of individual Ag NPs in the supernatants collected from the third wash of Ag NPs using DFOMS. If we found any Ag NPs in the supernatant, we would further remove them from the supernatant using ultra-centrifugation (L90, Beckman). The supernatants with any potential residual byproducts and chemicals except Ag NPs were collected and used to treat embryos, which serves as a blank control experiment for the study of effects of the NPs on embryonic development, because any potential residual chemicals present in the supernatant should also be present in the NPs.
In all our studies, 9,29 the supernatants collected from twice or thrice washed NPs provide clean and successful control experiments (no effects on embryonic development as those observed in egg water). In other words, the thrice-washed NPs are sufficiently pure to be used to study their effects on embryonic development. This approach ensures that we study the effects of Ag NPs on embryonic development, but not ions or other chemicals potentially presented in the NPs.
As described above, individual Ag NPs (like different molecules) are independent entities and have its own NP (molecular) weights and its own physicochemical properties (e.g., sizes, morphologies, surface areas, reactivity, and optical properties). Thus, weight of different sizes of the Ag NPs cannot be described by the same atomic weight of Ag. The w/v of Ag atom cannot be used to accurately describe NP concentration. Furthermore, unlike conventional chemicals, the w/v of NPs is not proportional to the surface properties and numbers (doses) of NPs. For example, the same w/v of different-sized NPs contains different number of the NPs, and thus different surface areas and charges of NPs. Thereby, the w/v concentration does not represent number (doses) of NPs, and cannot accurately reflect dependence of nanotoxicity on number and surface properties of the NPs.
In contrast, molar concentration of the NPs is the most appropriate unit to characterize and describe dose-dependent nanotoxicity because it enables the comparison of effects of number of NPs with different sizes. Furthermore, weight and surface area of the NPs are directly proportional to the number (mole) of NPs. Thus, molar concentration of NPs accurately represents size, number (mole), and surface properties of the NPs. Thereby, the dose-dependent effects of NPs on embryonic development in molar concentrations represent dependence of nanotoxicity on sizes, number and surface properties of NPs, and hence accurately reflect dose-dependent nanotoxicity.
Real-Time Imaging of Transport of Single Ag NPs into/in Embryos
We studied diffusion and transport of single Ag NPs (41.6±9.1 nm) in cleavage-stage embryos by incubating the NPs with the embryos and tracking their diffusion into and in embryos in real time using DFOMS. We first focus on probing of entry of the single NPs into the embryos from egg water (outside chorion, OC) and then inside the embryos. Optical images of the embryos (Figure 2 ) illustrate the interface of egg water with chorionic space (CS) (chorionic layer, CL), the interface of CS with inner mass of embryos (IME), IME, and transport of the individual NPs through these interfaces into IME. We found arrays of chorionic pore canals (CPCs) with diameters of 0.5-0.7 μm and distances among neighboring pores at 1.5-2.5 μm on the CL of the embryos (Figure 2B ), which agree excellently with those determined previously by DFOMS, 9, [28] [29] and by scanning electron microscopy (SEM). 50 Note that the embryos (embryonic tissues, cells or vesicles) appear white under dark-field illumination, while Ag NPs exhibit distinctive plasmonic colors, enabling them to be distinguished from the embryonic cells and tissues, and imaged in vivo in real time.
We used the shortest exposure time (the highest speed) and monochrome (black/white) mode, instead of multichrome mode (color) of the CCD camera, to track diffusion of the single NPs in real time ( Figure 2B -D, Videos S1-3 in Supplementary Information, SI) . We characterized LSPR spectra of the single NPs to determine their sizes using color-mode of CCD camera (Figure 3) at the time points of interest between each set of sequential optical images acquired by its monochrome mode (Figure 2 ).
The monochrome mode of the CCD camera collects the photons generated by the scattering of single NPs directly (photos do not need to pass through the LCTF). Thus, the monochrome mode is much more sensitive and can acquire sequential images and real-time videos more rapidly than its color mode, offering the sufficient temporal resolution to track the diffusion of single NPs in real time. In contrast, the color mode requires the scattering light to pass through the LCTF filters, which significantly reduces the sensitivity. Thus, the color mode requires longer exposure time to acquire each image and offers insufficient temporal resolution for tracking the diffusion of single NPs in real time. However, the colormode enables us to acquire LSPR spectra of the single Ag NPs and distinguish them from embryonic cells, tissues and debris (Figure 3 ). Size-dependent plasmonic properties of the single NPs enable us to characterize their sizes in real time using DFOMS-MSIS via optical nano rulers as we described previously.
We found that majority of the Ag NPs with diameters of 30-72 nm diffused through CPCs into CS, and through CS and into IME (Figure 2B-D ; Videos S1-3 in SI). A few of single plasmonic green NPs were trapped inside the chorionic pores for a longer period of time (minutes), which aggregated with the plasmonic green NPs that diffused through the same pores and generated larger plasmonic red NPs (Figure 3) . The aggregation led to the redshift and broader LSPR spectra of single Ag NPs with higher scattering intensity and the clog of the chorionic pores and their transportation, which might have caused adverse effects of the Ag NPs on embryonic development. Real-time continuous imaging of diffusion of single NPs enables us to directly observe the aggregation of single plasmonic green NPs to the larger plasmonic red NPs in the pores in situ in vivo in real time.
The diffusion modes of individual Ag NPs were characterized as the NPs were diffusing into/in embryos by tracking diffusion trajectories of single Ag NPs and plotting real-time squared displacement (RTSD) versus diffusion time (Figure 4) . Embryonic environments are highly heterogeneous and dynamics. They change over time, as embryos develop. Thus, we use RTSD (diffusion distance at each time interval) rather than mean-squared displacement (MSD) (average distance over time) to determine diffusion modes of the single NPs.
Plots of RTSD versus time for single NPs that are diffusing through CPCs into CS, in CS into IME, and IME (Figure 4b) show stepwise linearity and highly heterogeneous embryonic environments. As described by diffusion theories, 51-54 the linear plots indicate simple random Brownian motion and steps show restricted diffusion, indicating that passive diffusion of single NPs (but not active cellular signaling) enables them to enter the embryos. Individual Ag NPs are trapped from time to time as they diffuse from egg water into CS and from CS to IME. Single Ag NPs are trapped more often in IME, which indicates that the IME is more viscous than the CS. Diffusion coefficients (D) of single NPs are determined by dividing the slopes of linear portions of the plots (Figure 4b ) with four using two-dimensional (2D) Random walk theory (RTSD = 4DΔt). 53 They are (5.0±1.0)×10 −−11 , (4.9±3.0)×10 −9 , and (5.1±8.5)×10 −10 cm 2 s −1 for the single plasmonic green NPs going through CPCs from egg water into CS, in CS into IME, and in IME. Diffusion coefficients of the single plasmonic green NPs in egg water measured using the same approaches are (5.2±1.8)×10 −8 cm 2 s −1 . Diffusion coefficients of single NPs are inversely proportional to viscosities of medium based upon Stokes-Einstein equation, D = kT/(6πηa), where k is Boltzmann constant; T is temperature; a is radii of single NPs; and η is viscosity of medium where NPs diffuse in. 53 Thus, the results show that embryonic environments are orders of magnitude more viscous than egg water.
In our previous studies, we observed high viscosity gradients of embryonic environments in CS. 9, 29 In this study, the large standard deviations of diffusion coefficients of single Ag NPs in embryos, especially in IME, show high heterogeneities (viscosity gradients) of embryonic environments. The results further demonstrate that the single Ag NPs can serve as effective optical probes to study embryonic nanoenvironments. The high heterogeneities of embryonic environments make the comparison of diffusion coefficients of various sizes of Ag NPs very difficult. In this study, we have made great effort to measure the diffusion of the similar sizes (colors) of the Ag NPs at the same or different environments (locations) in the same embryos simultaneously in order to effectively probe viscosity gradients of the embryos in vivo in real time.
Early-Development Embryos as High-throughput Ultrasensitive In Vivo Assays
Optical images in Figure 5A show normal developmental zebrafish embryos at cleavage (0.75-2.25 hours-post-fertilization, hpf), gastrula (10 hpf), segmentation (24 hpf), and hatching stages (48 hpf), and a fully developed larvae (120 hpf). Zebrafish embryos are transparent, and their developmental stages are well defined, which enable them to be characterized simultaneously. Notably, massive amount (thousands) of the embryos can be generated rapidly at very low cost, and simultaneously characterized within minutes. Zebrafish embryos complete their development in 120 h. For other in vivo model organisms (e.g., mouse, rat), their embryos develop in the wombs, and take months to fully develop. Thus, it would have taken months and years to characterize thousands of such embryos. Thereby, in comparison with other in vivo model organisms, zebrafish embryos can sever as high-throughput in vivo assay for screening of biocompatibility and toxicity of nanomaterials.
We hypothesize that the earlier developmental stage, such as cleavage stage, is likely more prone and sensitive to the effects of external substances (e.g., drugs, NPs) than later stages, because the earlier developmental stages lay down foundation for later developmental stages. Furthermore, the cleavage-stage embryos undergo drastic changes, which set forth the development of different organs. Their related developmental mechanisms remain not yet fully understood. [25] [26] [27] Thus, we select cleavage-stage embryos to study transport, biocompatibility and toxicity of the Ag NPs, aiming to develop ultrasensitive in vivo assays to effectively screen biocompatible and toxicity of Ag NPs.
Study of Dose and Size-Dependent Biocompatibility and Toxicity of Ag NPs
We studied dose-dependent toxic effects of the Ag NPs (41.6±9.1 nm) on embryonic development by incubating cleavage-stage embryos with various concentrations (0-0.70 nM or 0-166 μg/mL) of the NPs suspended in egg waters for 120 h. Molar concentration (0-0.70 nM) of the Ag NPs (but not Ag atom) is used to describe the dose and size dependent biocompatibility and toxicity in this study, because w/v (0-166 μg/mL) cannot accurately represent dose-dependent nanotoxicity upon unique physicochemical properties (e.g., number, size and surface area) of the NPs, as described above.
Representative embryonic developmental stages were imaged and assayed over time (for 120 h) until the embryos became fully developed at 120 hpf. Number of embryos that developed to normal zebrafish ( Figure 5A ), became dead ( Figure 5B ) and deformed zebrafish ( Figure 6A ) were recorded and characterized. The results in Figure 5C show high dependence of embryonic development upon the NP concentrations (doses). As the NP concentration increases from 0 to 0.2 nM, the number of embryos that developed to normal zebrafish decreases, while the number of embryos that developed to deformed zebrafish or became dead increases. Notably, all embryos became dead after their exposure to the higher concentration of the NPs (≥ 0.2 nM).
Severe deformities (e.g., cardiac abnormalities, yolk sac edema, and eye/head abnormalities) were observed at NP concentration as low as 0.02 nM, and up to 0.2 nM, as summarized in Figure 6A and Table 1 . For example (Figure 6 ), we observed finfold deformities with disorganized and abnormally arranged finfolds (a-b); abnormal tail and spinal cord flexure with nearly 180° bent (c-d); cardiac malformations (edema of the pericardial sac region and cardiac arrhythmia) and Yolk sac edema with swollen and enlarged yolk sac (e); and head edema and severe eye abnormalities with micropthalmia (small eyes) and dissymmetric eyes (f-g). These eye abnormalities were uncommon deformations and rarely observed in our previous studies of smaller Ag and Au NPs. 9, 28 We scored finfold and tail abnormalities only, because these two deformities are the most common ones observed in the large populations of deformed zebrafish, which enables us to compare the degree of deformities among deformed zebrafish. We did not attempt to score other types of deformities, because they are typically accompanied with finfold and tail abnormalities, and they are not widely observed in all deformed zebrafish.
A wide variety of inconsistent scoring systems had been used to describe severities of given deformities of zebrafish in previous studies. 55-59 Thus, we have developed and used our own scoring system, based upon the severe deviations from the normal development. We semi-quantitatively scale deformity from 0 (normal) to 4 or 3 (the severest) to rank the severities of finfold and tail abnormality from the normal development, respectively. The details are described in the following.
For instance (Table 1) , normal developed finfold (clear thin membrane around the entire trunk region with unsegmented fin rays) is scored as 0. The finfold tissues with: (i) the small portion of tissues showing low degree of disorganization are scored as 1; (ii) the primary portion of tissues near the base of the tail (but not extend to the outer finfold region) displaying abnormality and disorganized structures are scored as 2; (iii) abnormal organization of tissues extending from the base of the tail to the outer finfold region with non-uniform structures and shrunk sizes are scored as 3; (iv) abnormal and disorganized tissues throughout the entire finfold with drastic shrunk sizes are scored as 4.
The normal developed tail (straight from the notochord and spinal cord to the posterior-most tip of the tail) is scored as 0. The tails with a few degree of flexure in the posterior-most tip are scored as 1. The tails with the kink in the posterior-most tip are scored as 2. The entire tails that were completely flexed (e.g., nearly 90°) and truncated are scored as 3.
Two control experiments were conducted simultaneously by incubating the embryos with egg water alone (blank control) and with the highest concentration of supernatants for 120 h. The supernatants were collected from both the third washed NPs and the NPs incubated with egg water for 120 h. The control experiments were used to determine potential toxic effects of trace chemicals (e.g., Ag + ) resulted from the synthesis or degradation of the NPs over time. They validate that the observed nanotoxicity ( Figure 5C ) is attributed to the NPs, but not other chemicals. The results from the control experiments in Figure 5D show that over 95% embryos develop to normal zebrafish, and none of embryos develop to deformed zebrafish. Note that, if the Ag NPs had released any sufficient amount of Ag + that caused significant effects on embryonic developed, we would have observed them in the control experiment. Thus, the deformed zebrafish and high percent of dead embryos observed in Figure 5C are attributed to the Ag NPs, but not any potential contaminated chemicals or possible releasing of Ag + . Furthermore, we analyzed the supernatant of the NPs that had been incubated with egg water for 120 h using AAS and found that the trace amount of Ag + (< 0.04 ppm) remained essentially unchanged over their 120-h incubation.
Quantitative Characterization of Single Ag NPs Embedded in Tissues of Zebrafish
To address why some embryos developed normally while others became deformed or dead, we characterized single Ag NPs embedded in various tissues of zebrafish, which had been incubated with the NPs (< 0.2 nM) chronically (continuously) for 120 h, since they were cleavage-stage embryos. Longitudinal ultrathin sections (1-2 μm thickness) of representative deformed zebrafish with all types of the deformities show the NPs embedded in its eye (retina), brain, heart, and tail (Figure 7) , as characterized by distinctive LSPR spectra of individual Ag NPs. Interestingly, transverse ultrathin sections of normally developed zebrafish (Figure 8 ) also show Ag NPs embedded in the tissues similar to those of deformed zebrafish. The results suggest that the Ag NPs diffused into embryos and stayed inside the embryos throughout their entire development stages (120 hpf).
The red shift of LSPR spectra of individual Ag NPs embedded in the tissues with much larger FWHM could be attributed to the changes of their surrounding environments and surface properties (e.g., dielectric constant of embedded medium) which differ from egg water, and/or the increase of their sizes. The single red plasmonic Ag NPs embedded in the tissues of deformed zebrafish show significantly higher (~1.8 times) scattering intensity than the individual blue and green NPs embedded in the same tissues (Figure 7 ), indicating that their sizes are ~1.8 times larger than those of blue and green Ag NPs. 36 The larger red Ag NPs could potentially be attributed to aggregation of smaller Ag NPs as they diffused and trapped in more viscous areas (e.g., pores) of the embryos for a long period of time, which increased their probability of aggregation with other Ag NPs that diffused and trapped in the same locations ( Figure 3B ). 9 The larger Ag NPs have the longer dephasing time T 2 (decay or damping time) of the LSPR than smaller Ag NPs, which leads to the larger FWHM (broader) of LSPR spectra. 60 In contrast, the single red Ag NPs embedded in the tissues of normally developed zebrafish show nearly the same scattering intensity as those of the individual blue and green Ag NPs (Figure 8 ), indicating that their sizes are nearly identical. The red-shift of their LSPR spectra could be primarily attributed to their various surface properties (e.g., surrounding tissues, surface adsorbates), instead of their size increase.
Again, we did not observe the blue-shift of the LSPR spectra of single Ag NPs embedded in the tissues of zebrafish. The results demonstrate that the Ag NPs were not degraded (broken apart or dissolved) during their 120 h incubation with the embryos. If the Ag NPs were degraded, dissolved or broken apart, we would have observed the blue-shift of their LSPR spectra due to the decrease of their sizes. 46 Notably, our DFOMS-MSIS is sufficiently sensitive to detect the change of single molecules on the surface of single NPs. 38, [46] [47] The number of individual Ag NPs embedded in eye (retina) and brain tissues of normal and deformed zebrafish (Figure 9 ) shows more plasmonic blue and green (smaller) Ag NPs in normal zebrafish than deformed ones, while more plasmonic red (larger) Ag NPs in deformed zebrafish than normal ones. The size-dependent plasmonic optical properties of single Ag NPs enable us to determine their sizes in situ in real time using the approaches of single NP optical rulers, as we described previously. 36 The results show the blue NPs are 30-45 nm in diameters; the green NPs of 46-62 nm, and the red NPs of 86-98 nm. The data in Figure 9 shows that the larger Ag NPs are more toxic than smaller NPs, further demonstrating size-dependent nano biocompatibility and toxicity of Ag NPs. This study also shows that early-developmental stage embryos can serve as ultrasensitive in vivo assays to effectively study size and dose (number) dependent biocompatibility and toxicity of the Ag NPs.
Distinct Findings of this Study in Comparison with Our Previous Studies
All findings presented in this study are distinctive, and cannot be extrapolated from any previous studies. In our previous studies, 9, 28 we have synthesized, purified and characterized the smaller Ag NPs (11.6±3.5 nm) and Au NPs (11.6±0.9 nm), and found that they could be stable in egg water over the entire embryonic development period (120 h). We found that these smaller NPs could passively diffuse into developing embryos via chorion pores, and the Ag NPs could generate toxic effects on embryonic development in a dose-dependent manner. In contrast, the Au NPs are much more biocompatible with embryonic development. These previous two studies effectively show the chemical-dependent nanotoxicity, owing to that we kept the sizes and shapes of both types of the NPs identical and used the same in vivo model organisms, experimental approaches and conditions for both studies. These previous results neither predict nor conclude the effects of larger Ag NPs (41.6±9.1 nm) on embryonic development. In fact, it still remains an open question about whether biocompatibility and toxicity of nanomaterials (e.g., Ag NPs) are size-dependent. If they do, are the larger NPs more toxic than smaller NPs, or vice versa?
Though several other studies have reported size-dependent nanotoxicity of Ag NPs, [16] [17] these studies did not use purified and stable Ag NPs and hence could not conclude whether those observations were due to the sizes of Ag NPs or residual chemicals in the NPs. They characterized properties of NPs using conventional ensemble measurements (e.g., UV-vis spectroscopy or DLS), which could neither determine the size distribution of NPs nor their doses and sizes in real time at single NP resolution. Ag NPs are not conventional chemicals, and their sizes and doses could alter over time due to their high reactivity and instability (aggregation). Thus, Ag NPs must be characterized in situ in real time in order to determine their dose, size and shape dependent nanotoxicity. Unfortunately, the in situ doses and sizes of Ag NPs used in these reported studies are entirely unknown, which makes their findings unreliable. [16] [17] To address the crucial questions of potential size-dependent nanotoxicity, we must keep all related experimental parameters (except the sizes of Ag NPs) in constant, and use the exactly identical approaches (e.g., same experimental conditions and embryos) as those we reported previously. 9, 28 Otherwise, we cannot compare the results from this study with those from our previous studies, which would hinder our understanding of size-dependent nanotoxicity.
In this study, we have synthesized and purified larger Ag NPs (41.6±9.1 nm) with the same shape (nearly spherical) as those smaller Ag NPs used in our previous studies. 9 We found these larger Ag NPs stable (non-aggregated) in egg water over the duration of entire embryonic development (120 hpf). We further developed our single-NP imaging microscopy and spectroscopy to enable high-throughput quantitative analysis of number and sizes of single Ag NPs in vivo in situ in real time and in the tissues of interest. With these distinct capabilities, we found that such larger Ag NPs still could passively diffuse into the embryos (IME) via their chorionic pores, and the NPs stayed inside the embryos throughout the embryonic development (120 hpf).
In comparison with our previous study of the smaller Ag NPs (11.6 ± 3.5 nm) (0-0.71 nM), we found more various types of abnormalities with much severe deformities in this study ( Fig. 6 and Table 1 ). Our previous study of the smaller Ag NPs shows: (i) as embryos were exposed to the lower concentrations of the smaller NPs (≤ 0.02 nM) for 120 hpf, none of embryos become deformed and majority of embryos (the same amount of embryos as those in egg water) developed to normal zebrafish; (ii) as embryos were exposed to the higher concentrations of the smaller NPs (0.2 nM) for 120 hpf, 45% of embryos still survived and developed to deformed zebrafish. 9 At the same molar concentrations (doses), the large Ag NPs (41.6±9.1 nm) used in this study exhibit much higher toxicity than the small Ag NPs (11.6 ± 3.5 nm) that we used in our previous study. 9 For example, the embryos developed to severe zebrafish as they were exposed to 0.02 nM of the large Ag NPs for 120 hpf. All embryos became dead when they were exposed to 0.2 nM of the large Ag NPs for 120 hpf.
Taken together, these important findings provide reliable new evidences and insights into the size-dependent nanotoxicity of Ag NPs at single-NP level, which has not yet been reported previously. Unlike ensemble measurements, in this study, our DFOMS-MSIS can determine the size of individual NPs and their surface properties, before, during and after the embryos are exposed to the NPs. Thus, single NP analysis depicts the effects of a population of single NPs on embryonic development in real time, and offers size and dose dependent nanotoxicity at single NP resolution. We found higher number of large Ag NPs (86-98 nm) and lower number of small Ag NPs (30-52 nm) in deformed zebrafish than normal zebrafish, showing the size dependent nanotoxicity and the large Ag NPs are more toxic toward the embryonic development than the small Ag NPs.
In comparison with our previous studies, 9 at the same molar concentration, the larger Ag NPs (41.6 ± 9.1 nm) are more toxic than the smaller Ag NPs (11.6 ± 3.5 nm). Interestingly, for both types of the Ag NPs, one severe deformation (e.g., cardiac, eye or head) observed in any given deformed zebrafish was typically accompanied with several other types of deformations (e.g., finfold, tail and yolk sac edema) ( Table 1 ). The results suggest that embryonic developmental pathways may be highly regulated and one pathway may highly depend upon others. Further studies are under way to characterize underlying molecular mechanisms of effects of the NPs on embryonic development. This study also introduces, for the first time, high-throughput quantitative analysis of the individual NPs embedded in tissues, which has not yet been reported previously. These new findings and tools are essential and highly significant for the future study of nanotoxicity.
Summary
In summary, we have designed, synthesized and characterized stable (non-aggregated) and purified Ag NPs with average diameters of 41.6±9.1 nm, and developed DFOMS-MSIS to characterize transport and toxicity of the Ag NPs in vivo in real time at the single NP resolution. We found that the Ag NPs (30-72 nm) passively diffused into embryos through chorionic pores of embryos, and stayed inside the embryos throughout the embryonic development (120 hpf). Majority of the NPs successfully diffused from egg water through chorionic pore, into CS and into IME. A few Ag NPs that trapped inside chorionic pores aggregated with other Ag NPs that diffused through the same paths and trapped in the same pores, generating larger Ag NPs and clogging the pores. Dose-dependent toxic effects of the NPs on the embryonic development were observed, showing that they were more biocompatible at lower doses and became highly toxic at the higher doses. As the Ag NP concentrations increase up to 0.2 nM, the number of embryos that developed to normal zebrafish decreases, while the number of embryos that became dead increases. As the NP concentrations increase beyond 0.2 nM, all embryos became dead. DFOMS-MSIS can quantitatively characterize individual Ag NPs embedded in the tissues of deformed and normal zebrafish, which had been incubated with the NPs for 120 hpf since they were at cleave-stage. The results show higher number of large Ag NPs (86-98 nm) and lower number of small Ag NPs (30-52 nm) in deformed zebrafish than normal zebrafish, demonstrating the size dependent nanotoxicity and the large Ag NPs are more toxic toward the embryonic development than the small Ag NPs. In comparison with our previous studies of effects of the smaller Ag NPs (11.6±3.5 nm) on embryonic development, we found striking size-dependent toxic effects of the Ag NPs on embryonic development. At the same molar concentration, the larger Ag NPs (41.6±9.1 nm) generate higher toxic effects and severer deformed zebrafish than the smaller NPs (11.6±3.5 nm). This study offers new evidences and new insights into size-dependent nanotoxicity of Ag NPs at single-NP resolution. This study also demonstrates the importance of study of nanotoxicity using stable and purified Ag NPs, and presenting their dose and size dependent nanotoxicity using molar concentrations of Ag NPs.
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